Supplemental
: Absorption spectra using polarized light (A pp and A vp ) of N-Ras 1-180 and the calculated dichroic spectrum D*. No significant peak was observed in D* in the amide I region indicating an isotropic orientation of the protein.
Experimental Methods
N-Ras1-166His 6 , N-Ras 1-166His 10 , N-Ras 1-180His 6 and N-Ras 1-180His 10 were expressed as described for N-Ras without the His-tag. [1] The purification was carried out with immobilized metal ion affinity chromatography (IMAC) and size exclusion chromatography.
For the experiments shown in Figure 4 N-Ras 1-166His 10 were used and for the experiments shown in Figure 5 , N-Ras 1-180His 10 were used. NORE1A (199-358) was expressed and purified as a GST fusion protein according to the literature. [2] The GST-tag was removed by cleavage with thrombin.
The measurements were performed with a vertical ATR multireflection unit, (Specac, Orpington, UK) mounted in a Vertex 80V spectrometer (BrukerOptics, Ettlingen, Germany).
The internal reflection element was a 52 mm · 20 mm · 2 mm trapezoidal germanium ATR plate with an aperture angle of 45°. Only one side of the IRE was used, which resulted in 13 active reflections. Measurements were done at 293 K with a resolution of 2 cm under our experimental conditions R iso = 1.72. [3] POPC and NTA-DOGS were purchased from Avanti Polar Lipids (Alabaster, Alabama, USA). Vesicle formation bilayer preparation was done in the same manner as described for pure POPC. [3] The lipid mixture for the SSLB formation had a concentration of 410 µM (up to 25 mol% NTA-DOGS). The kinetics of the vesicle spreading was monitored by the asymmetric CH 2 . Secondary structure analysis was done in D 2 O with the same procedure and parameter set as used for lipidated Ras. [4] We used 4 mM BeF 2 and 16 mM NaF (1:6 molar ratio of beryllium to fluoride) for the generation of BeF 3  to mimic the -phosphate in the protein activity tests. To determine the dissociation constant of the NORE1A·N-Ras complex, the apparent association rates (k obs ) were plotted against the concentration of NORE1A. The slope of the resulting regression line gives k on and the intercept with the y-axis the k off . The dissociation constant K D is the quotient of these two rate constants.
